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© Biosensor and method for producing the same. 

© A biosensor for quantification of a specific component contained in various biological samples comprises an 
electrically insulating base plate (1), an electrode system including a working electrode (4) and a counter 
electrode (5) which are provided on the electrically insulating base plate (1), a reaction layer (7) formed on the 
electrode system including at least an oxido-reductase, and an enclosure member (10) having a hollow space 
constituting a sample supplying channel (12) on the electrically insulating base plate (1) wherein substantially the 
whole of the reaction layer (7) is exposed to the hollow space. 

Fig. 2 
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BACKGROUND OF THE INVENTION 

1. Held of the Invention 

*J£ SSXT^Z^T^ of rapid,y quanti,yin9 a speci,ic con « * a 

producing the same. " n ' 9n m a sm W«* ™nner, and to a method for 

2. Description of the Prior Art 
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hi/aSS'^ zzzsi" Sstrr r ,yin ? ,he s r ic component in a «— 

Hei 3-20 2 ,764 y ) which 5 to de^ W betow ' ' nStanCe ' JaP3neSe Laid -° Pen ^ Publica,i ° n N °- 

— ng^ astern composed of a 

reaction layer comprising 7hvdroS -XT, ^ * nSU,a,,n9 base plate ' then f °'™9 hereon a 
thereafter forming a ZZ s^Z^^TLl 0 ^^ ** e,ec,ron acce P t0 '' ■* 
cover and a spacer with Z Sse plate ' ' SUPP ' y ' n9 CM ° f *• Senso ' «* «"*W"9 a 

•-"TlS*^ 3 t SUbStra,e ,0 b8 qUantifi6d iS COntacted wi,h a " W- of ft. 

capiily pEmenon Tf 'T^ '* the ,a ^ du ° * a 

substrate is allowed to JaJ^^^r^*?*? l ° d ' SS °' Ve the reaction ,ayer - The "- »• 

Plate, forming the reaction h£ Tfte S£ sv S H h k^" 9 the el6Ctr ° de System on ,he base 

layer that is substantially identical ^clS^Et^ T 3 P " t ° f ,he reaCti0n 

by the region of the reaction layer ? E ? Stem - Th8re,0re ' 3,1 area «*"P««« 

thereby to create a cause taTi^^T^ P " ti0 " ^ ^ 66 made constant ' 
according to a production meftL o^n^f/ u^^"^^" 0 '^ of ,he se( *or. Further, 
the oxido-reducTeTtheltet^^ ° T ^ ^ by ^ a «**» 

homogeneous reaction layer rill^^-J^ - a 

SUMMARY OF THE INVENTION 

The present invention provides a biosensor comprising- 
an electrically insulating base plate 

. a reaction layer including at least an oxido-reductase and 

insulirbasTZ"^ ^ 3 h0 " 0W 5PaC6 C " B **" 3 ^ -PP'™ channel on the electrically 

ThTi n <= SUbStantia " y Wh0 ' e P3rt ° f ,he reacti0 " ^ * exposed to the hollow space 
fln7aT^ 

insulating base plate, 9 " W ° rk ' n9 and a countef al «*ode on an electrically 
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forming a reaction layer including at least an oxido-reductase in the section defined in the previous 
step. 

The present invention also provides a method for producing a biosensor comprising the steps of: 
forming an electrode system including a working electrode and a counter electrode on an electrically 
5 insulating base plate, 

partitioning the electrically insulating base plate so as to define a section wherein the electrode system 
is to be exposed by bringing a spacer into close contact with the electrically insulating base plate, 

forming a reaction layer including at least an oxido-reductase in the section defined in the previous 
step, and 

70 bringing a cover into close contact with the spacer. 

In the above-mentioned biosensor, the reaction layer preferably comprises an electron acceptor and/or 
a hydrophilic polymer. 

In a preferred embodiment of the present invention, the above-mentioned reaction layer comprises a 
carrier for carrying at least the oxido-reductase. 

Further, the above-mentioned enclosure member preferably comprises- a spacer having a slot with an 
open end which serves as a sample supplying inlet on its tip end and a cover plate laminated with the 
spacer. 

Moreover, a part of the bottom of the hollow space which is on the electrode system is preferably 
substantially in conformity with an outer shape of the electrode system. 

Further, the above-mentioned reaction layer is preferably formed on the electrode system in close 
contact with the electrode system. 

While novel features of the invention are set fourth in the preceding, the invention, both as to 
organization and content, can be further understood and appreciated, along with other objects and features 
thereof, from the following detailed description and example when taken in conjunction with the attached 
25 drawings. 

BRIEF DESCRIPTION OF THE DRAWINGS 

FIG.1 is a cross-sectional side view showing an essential part of a biosensor prepared in accordance 
30 with an embodiment of the present invention. 

FIG.2 is an exploded perspective view of the biosensor shown in FIG.1 excluding the reaction layer 
viewed along an oblique-upper direction. 

FIG.3 is a graph showing the relationship between the glucose concentration and the response current 
of the glucose sensor in the example of the present invention and the comparative example. 
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DETAILED DESCRIPTION OF THE EMBODIMENTS 



In the following paragraphs, embodiments of the biosensor and method for producing the same in 
accordance with the present invention will be described in detail with reference to the attached drawings. 

As described above, the biosensor in accordance with the present invention has a configuration wherein 
substantially the entire reaction layer is exposed to the hollow space, and thus substantially the whole of 
various components contained in the reaction layer can participate in the reaction. Therefore, the response 
of the sensor and its reproducibility can remarkably be improved. 

Further, according to the above-mentioned production method, it is possible to form a homogeneous 
reaction layer in a simple operation as follows; first, partitioning the electrically insulating base plate to 
define the region occupied by the reaction layer by bringing a spacer into close contact with the base plate 
and then, forming the reaction layer by titrating a solution for forming the reaction layer to the defined 
region and drying the titrated solution, or alternatively by placing a carrier carrying various components 
constituting the reaction layer in the above-mentioned defined region. 

As has been described above, according to the present invention, it is possible to improve the response 
of the reaction layer, because the reaction layer containing various components can be formed homoge- 
neously and part of the reaction layer to be dissolved in the sample solution can be made constant. As a 
result, a biosensor having a high reproducibility can be obtained. 

In the following paragraphs, the present invention will be described in more detail by way of exam D les 
55 with reference to the attached drawings. 

FIG.1 is a cross-sectional side view showing an essential part of a biosensor in accordance with an 
embodiment of the present invention, while FIG.2 is an exploded perspective view of the biosensor shown 
in FIG.1 viewed along an oblique-upper direction (wherein its reaction layer is omitted for illustration 
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purpose). 

The structure of this biosensor is as follows. 
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Example 1 (Fructose Sensor I) 
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On the electrode system of the base plate 1, a 0.5 wt% aqueous solution of carboxymethyl cellulose 
(hereinafter referred to as "CMC") as the hydrophilic polymer was titrated and then dried to form a CMC 
layer. Subsequently, a reaction layer 7 was formed on the above-mentioned CMC layer by titrating 4 ul of a 
mixed solution prepared by dissolving 1000 U of fructose dehydrogenase (made by Toyobo; hereinafter 
5 referred to as "FDH") as the enzyme and 33 mg of potassium ferricyanide as the electron acceptor in 1 ml 
of phosphoric acid-citric acid buffer solution (0.2M Na2HPO» - 0.1M C 3 H*(OH)(COOH) 3 , pH = 5.0) containing 
CMC by 0.5 wt%, and then drying the titrated solution in a warm-air dryer at 50 *C for 10 minutes In this 
case, the diameter of the outer periphery of the reaction layer was about 3.6 mm and approximately in 
conformity with the diameter of the counter electrode. 
to When the above-mentioned mixture of phosphoric acid, citric acid, FDH and the electron acceptor was 
titrated on the CMC layer, the first-formed CMC layer was once dissolved and then converted into the 
reaction layer 7 in a state of being partly mixed with the enzyme and the other components during the 
subsequent drying process. However, since a completely mixed state was not reached because of no 
stirring during the process, a state wherein only the CMC directly covered the surface of the electrode 
js system was brought about. 

That is, the process effectively prevented possible adsorption of a protein on the surface of the 
electrode system and possible variation in the characteristics of the electrode system due to a chemical 
action of such substances having an oxidizing ability as potassium ferricyanide and the like, because the 
enzyme, electron acceptor and the like were not brought into a direct contact with the surface of the 
electrode system. As a result, a fructose sensor having a response of high accuracy was obtainable by this 
process. 

Finally, a slotted spacer 8 and a cover 9 were adhered to the base plate 1 in a positional relationship as 
indicated by the single chain lines in FIG.2. These spacer 8 and cover 9 for defining a hollow space which 
constitutes a sample supplying channel which will be described as follows. 

When the spacer 8 and cover 9 were mounted on the base plate 1 in the above-mentioned manner the 
sample supplying channel was constituted as the hollow space 12 between the base plate 1 and the cover 
9 and surrounded by the spacer having the elongated slot 11. By virtue of a capillary phenomenon of this 
sample supplying channel, the sample solution can easily be introduced into the part of the reaction layer 
only by simply bringing the sample solution into contact with the sample supplying inlet lib on the tip end 
of the sensor. Since the supplying amount of the sample solution depends on the volume of the hollow 
space defined by the cover and the spacer, preliminarily quantification of the sample solution is unnec- 
essary. Further, since the entire surface of the reaction layer is exposed to the hollow space, the dissolved 
amount of the reaction layer is made constant and the reproducibility of the sensor response can be 
improved. Moreover, since evaporation of the sample solution during the measurement can be suppressed 
to a minimum, it is possible to perform a measurement with high accuracy. 

When 3 ul of fructose aqueous solution as the sample solution was supplied through the sample 
supplying inlet 11a of the fructose sensor produced in the above-mentioned manner, the sample solution 
rapidly reached a part which was immediately under the air vent 13 of the cover 9 and the reaction layer 7 
on the electrode system was dissolved therein. 

At a given time after the supply of the sample solution, a pulse voltage of +0.5 V on the basis of the 
voltage at the counter electrode 5 was applied to the working electrode 4. and the anodic current value 5 
seconds after the application was measured. Thereby a response current value, which was proportional to 
the concentration of fructose contained in the sample solution, was obtained. 

When the reaction layer was dissolved in the sample solution, the fructose in the sample solution was 
oxidized by the FDH to produce 5-keto-fructose. Then, potassium ferricyanide was reduced to potassium 
ferrocyan.de by electrons shifted by the oxidation reaction effected by the FDH Thereafter, an oxidation 
current of the resultant potassium ferrocyanide flowed upon application of the above-mentioned pulse 
voltage. The value of this current corresponded to the concentration of fructose, which is the substrate to be 
quantified. 
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Example 2 (Fructose Sensor II) 

In a manner similar to that in Example 1, a base plate 1 having a printed electrode system was 
prepared and a spacer 8 was adhered to the base plate in a positional relationship indicated by the single 
55 chain lines in FIG.2. 

Subsequently, on the above-mentioned electrode system of the base plate 1. a 0.5 wt% aqueous 
solution of CMC as the hydrophilic polymer was titrated and then dried to form a CMC layer Then a 
reaction layer 7 was formed on the above-mentioned CMC layer by titrating 4 ul of a mixed solution 
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prepared by dissolving 1000 U of FDH as the enzyme and 33 mg of potassium ferricyanide as the electron 
acceptor in 1 ml of phosphoric acid-citric acid buffer solution (0.2M NazHPO* - 0.1 M C 3 m(OH)(COOH) 3 , 
pH = 5.0) containing CMC by 0.5 wt%, and thereafter drying the titrated solution in a warm-air dryer at 50 'C 
for 10 minutes. In this case, the diameter of the outer periphery of the reaction layer was about 3.6 mm 
5 which was approximately in conformity with the diameter of the counter electrode. 

After forming the reaction layer 7 in the above-mentioned manner, a cover 9 was adhered to the spacer 
8 in a positional relationship as indicated by the single chain lines in FIG.2. 

Different from the manner in Example 1, the spacer 8 and the cover 9 are adhered separately in this 
example. Although this makes the manufacturing process of the sensor slightly complicated, it is possible to 
io form a more homogeneous reaction layer 7, because the process ensures maintaining constant expansion 
of the reaction layer by the spacer 8. 

When 3 Hi of fructose aqueous solution as the sample solution was supplied through the sample 
supplying inlet 11a of the fructose sensor produced in the above-mentioned manner, the sample solution 
rapidly reached a part which was immediately under the air vent 13, and the reaction layer 7 on the 
rs electrode system was dissolved therein. 

At a given time after the supply of the sample solution, a pulse voltage of +0.5 V on the basis of the 
voltage at the counter electrode 5 was applied to the working electrode 4, and the anodic current value 5 
seconds after the application was measured. Thereby a response current value, which was proportional to 
the concentration of fructose contained in the sample solution, was obtained. 

20 

Example 3 (Fructose Sensor III) 

Since the sensor of this example is the same as that of Example 2 except for the composition of the 
reaction layer 7, an illustration will be made here only on the reaction layer 7. 
25 The spacer 8 was adhered to the base plate 1 on which the electrode system had already been printed 
in a positional relationship as indicated by the single chain lines in FIG.2 and in a manner similar to that in 
Example 2. Thereafter, the CMC layer was formed on the above-mentioned electrode system of the base 
plate 1, by titrating a 0.5 wt% aqueous solution of CMC and then drying the titrated solution. Then, a first 
layer was formed on the above-mentioned CMC layer by titrating 4 til of a mixed solution. The mixed 
30 solution was prepared by dissolving 1000 U of FDH as the enzyme in 1 ml of phosphoric acid-citric acid 
buffer solution (0.2M N^HPO* - 0.1M C 3 H4(OH)(COOH) 3 , pH = 5.0) containing CMC by 0.5 wt%. Then, the 
titrated solution was dried in a warm-air dryer at 50 *C for 10 minutes. Thereafter, a second layer was 
formed by titrating 4 u\ of 0.5 wt% ethanol solution of polyvinyl pyrrolidone (hereinafter referred to as 
"PVP") as the hydrophilic polymer, followed by drying the titrated solution at room temperature. Subse- 
ts quently, a third layer was formed on the above-mentioned second layer by titrating 3 ul of a toluene 
dispersion, which was prepared by dispersing 190 mg of potassium ferricyanide as the electron acceptor in 
toluene containing egg-yolk lecithin by 1.0 wt%, followed by drying the titrated dispersion at room 
temperature. 

In this example, the reaction layer 7 is composed of the above-mentioned first, second and third layers. 
40 Also in this case, the diameter of the outer periphery of the reaction layer 7 was about 3.6 mm and 
approximately in conformity with the diameter of the counter electrode. 

The sensor of this example has the reaction layer 7 of a laminated structure composed of three layers 
and its manufacturing process is further complicated than that of Example 2. Since the first layer containing 
the enzyme is separated from the third layer containing the electron acceptor by the second layer 
45 containing the hydrophilic polymer, the enzyme is not in direct contact with the electron acceptor, and 
therefore, this configuration has an advantage that possible deterioration in the enzyme activity can 
effectively be prevented during a long-term storing. 

When 3 ul of fructose aqueous solution as the sample solution was supplied through the sample 
supplying inlet 11a of the fructose sensor produced in the above-mentioned manner, the sample solution 
so rapidly reached a part which was immediately under the air vent 13, and the reaction layer 7 on the 
electrode system was dissolved therein. 

At a given time after the supply of the sample solution, a pulse voltage of +0.5 V on the basis of the 
voltage at the counter electrode 5 was applied to the working electrode 4 and the anodic current value 5 
seconds after the application was measured. The measurement gives a response current value which was 
55 proportional to the concentration of fructose contained in the sample solution. 
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Example 4 (Glucose Sensor 1) 

First, an illustration will be made on the preparing process of the glucose sensor. The configuration of 
the glucose sensor of this example is the same as that in Example 1 except for some components in the 
reaction layer 7. 

On the electrode system of the base plate 1, a 0.5 wt% aqueous solution of CMC was titrated and then 
dried to form the CMC layer. Subsequently, a reaction layer 7 was formed on the above-mentioned CMC 
layer by titrating 4 m of a mixed solution prepared by dissolving glucose oxidase (hereinafter referred to as 
"GOD") as the enzyme and potassium ferricyanide as the electron acceptor and then drying the titrated 
solution in a warm-air dryer at 50 'C for 10 minutes. In this case, the diameter of the outer periphery of the 
reaction layer 7 was about 3.6 mm and approximately in conformity with the diameter of the counter 
electrode 5. 

When the above-mentioned mixture of the GOD and the electron acceptor was titrated on the CMC 
layer, the first-formed CMC layer was once dissolved and then converted into the reaction layer 7 in a state 
of being mixed with the enzyme and the other components in the mixture during the subsequent drying 
process. However, since a completely mixed state was not reached because of no stirring during the 
process, a state wherein only the CMC layer directly covered the surface of the electrode system was 
brought about. 

Finally, a slotted spacer 8 and a cover 9 were adhered to the base plate 1 in a positional relationship as 
indicated by the single chain lines in FIG.2. 

When 3 ul of glucose aqueous solution as the sample solution was supplied through the sample 
supplying inlet 11a of the glucose sensor produced in the above-mentioned manner, the sample solution 
rapidly reached a part which was immediately under the air vent 13, and the reaction layer 7 on the 
electrode system was dissolved therein. 

At a given time after the supply of the sample solution, a pulse voltage of +0.5 V on the basis of the 
voltage at the counter electrode 5 was. applied to the working electrode 4, and the anodic current value was 
measured 5 seconds after the application, thereby to obtain a response current value which was propor- 
tional to the concentration of glucose contained in the sample solution. 

When the reaction layer dissolved in the sample solution, the glucose in the sample solution was 
oxidized by the GOD to produce gluconolactone. Then, potassium ferricyanide was reduced to potassium 
ferrocyanide by electrons shifted by the oxidation reaction effected by the GOD. Thereafter, an oxidation 
current of the resultant potassium ferrocyanide flowed upon application of the above-mentioned pulse 
voltage. The value of this current corresponded to the concentration of glucose, which is the substrate to be 
quantified. 

The glucose sensor wherein substantially the entire reaction layer is exposed to the hollow space 
defined by the spacer and the cover as in this example is named "A". A glucose sensor of the prior art 
having a tubular-shaped hollow space, namely a glucose sensor having a slot as shown in FIG.2 wherein 
the sample supplying channel 11 lacks the arcuate part 11b, is named "B". Variances in the responses 
obtained with these sensors are compared in terms of the coefficient of variance and the results are 
summarized in Table 1 below. The relationship between the glucose concentration and the response current 
is illustrated in FIG.3. 

As shown in Table 1 and FIG.3, it is clearly understood that the glucose sensor "A", in which the 
response current of the sensor increases in correspondence with a decrease in the coefficient of variance at 
a glucose concentration of greater than 30 mg/dl, is superior to the glucose sensor "B". 
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Table 1 





Concentration of 
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B 




glucose (mg/dl) 
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Response value(u.A) 
Coefficient of variance 


Response value(uA) 

OOetTICieni 0t vananuo 
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0.3 
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5.2 
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1.8 
3.1 


1.4 
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3.1 
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2.8 
3.4 
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5.9 
1.3 


5.7 
1.9 
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353 


11.4 
0.9 


10.1 
1.4 



30 Example 5 (Glucose Sensor II) 

" Since the sensor ol this example is the same as that of B-jnJM except »er the composition of the 
reaction layer 7, an illustration will be made here only onthe reac :tion layer 7 

The spacer 8 was bonded to the base plate 1 on wh.ch ^frode te ^ ^ 

35 in a positional relationship as indicated by the single ,n JJj 2 izyme and potassium 

Example 4. Thereafter, a piece of filter pap* ^-JjSLSiSSl etec^de system- And then the 
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does not employ the electron acceptor That ,s, a techmcS l*««"0 configured with platinum, 

mentioned examples is obtained with a b,osensor, wher ^*^StS cTnLng L enzyme and the 
go ,d or the m. ^^^JSS^^^^- C — * 

- EK SST- th^— ^oSVroxide produced as a result of the enzyme reaction, 
or the concentration of oxygen consumed by -the enzyme dose contact with the 
,n the above-mentioned examples, although the *^ placed « c ^ 
electrode system, the present invention .s not l.m.ted to the b.osensors conngurea y p 
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layer in close contact with the electrode system but may alternatively be embodied in a biosensor which 
has a configuration wherein a clearance is placed between the electrode system and the reaction layer, or 
between the cover and the reaction layer. 

Further, although the reaction layer is entirely formed on the electrode system in the above-mentioned 

5 examples, the present invention is not limited to this configuration, but may employ another configuration 
wherein the reaction layer is formed in the hollow space defined by the enclosure member and substantially 
the entire reaction layer is exposed to the hollow space, but in a state that the reaction layer is not in 
conformity with the electrode system. 

In addition, although the bottom face of the above-mentioned hollow space on the region of the 

io electrode system is substantially in conformity with the outer shape of the electrode system in the above- 
mentioned examples, the present invention is not limited to this, but may be embodied in a configuration; 
wherein substantially the entire reaction layer is exposed to the hollow space, even in such case that the 
bottom face of the above-mentioned hollow space on the region of the electrode system is not substantially 
in conformity with the outer shape of the electrode system. 

is In the above-mentioned examples, although fructose dehydrogenase (FQH) or glucose oxidase (GOD) is 
used as the oxido-reductase, the present invention is not necessarily limited to these enzymes. Alter- 
natively, an excellent response of the sensor can be obtained by using an enzyme system produced by 
combining hexokinase, phosphoglucose isomerase and glucose-6-phosphate dehydrogenase, or another 
enzyme system produced by combining glucose isomerase with glucose oxidase in place of the above- 
20 mentioned FDH. 

In addition, a technical advantage similar to that of the fructose sensor described in the examples may 
be obtained with sensors such as lactic acid sensor which employs lactic acid oxidase or lactic acid 
dehydrogenase as the enzyme, glucose sensor which employs glucose dehydrogenase, cholesterol sensor 
which employs cholesterol oxidase or cholesterol dehydrogenase, urea sensor which employs urease, or 

25 sucrose sensor which employs an enzyme system of a combination of glucose oxidase and invertase or a 
combination of fructose dehydrogenase, invertase and mutarotase. 

Further, although carboxymethyl cellulose and/or polyvinyl pyrrolidone are used as the hydrophilic 
polymer in the above-mentioned examples, the present invention is not limited to this configuration. A 
technical advantage similar to these may alternatively be obtained by employing any of polyvinyl alcohol, 

30 gelatin and its derivatives, acrylic acid and its salts, methacrylic acid and its salts, starch and its derivatives! 
maleic anhydride and its salts, and a cellulose derivative, more concretely, hydroxypropyl cellulose, methyl 
cellulose, ethyl cellulose, hydroxyethyl cellulose, ethylhydroxyethyl cellulose and carboxymethylethyl cel- 
lulose. 

On the other hand, although potassium ferricyanide shown in the above-mentioned examples is 
35 excellent as the electron acceptor in view of its stability and its reaction rate, p-benzoquinone or ferrocene 
may be employed, alternatively. 

In addition, although filter paper is used as the carrier which constitutes the reaction layer in the above- 
mentioned examples, the present invention is not limited to this, and alternatively, an insoluble polymer 
such as nitrocellulose or cellulose triacetate may be employed. Further, the above-mentioned hydrophilic 
40 polymer may also be used as the carrier. In this case, a dried substance of a solution of the hydrophilic 
polymer which dissolves at least an enzyme may be used as the reaction layer. 

In the foregoing embodiments, although the two-electrode system comprising the working electrode and 
the counter electrode is illustrated, it is also possible to perform a measurement with higher accuracy by 
employing a three-electrode system which further comprises a reference electrode in addition to the 
45 working electrode and the counter electrode. 

As has been clarified in the above description, according to the present invention, a biosensor having a 
high reliability can be produced because the sensor thus obtained has a homogeneous reaction layer the 
entirety of which uniformly participates in the reaction. 

It is understood that various other modifications will be apparent to and can be readily made by those 
so skilled in the art to which this invention pertains without departing from the scope and spirit of this invention. 
Accordingly, it is not intended that the scope of the claims appended hereto be limited to the description as 
set forth herein, but rather that the claims be construed as encompassing all the features of patentable 
novelty that reside in the present invention, including all features that would be treated as equivalents 
thereof, by those skilled in the art to which this invention pertains. 

55 
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Claims 
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TO 



1. A biosensor comprising: 

an electrically insulating base plate, fl i ACt rode which are provided on a 

an electrode system including a working electrode and a counter electrode wn.cn 
principal face of said electrically insulating base plate, 

75 hydrophilic polymer. 

plate laminated with said spacer. 
20 *u 1 nr 9 wherein a oart of the bottom of said hollow space which 

«. ™. «osanso, la ^d^ca 2. «* ~*» »*' ««— ' -* *" 

25 carrying at least said oxido-reductase. 

^ 7 The biosensor in accordance with Cain, 1 or 2. wherein said reaction iayer is formed on said electrode 
system in close contact with said electrode system. 

9. A method for producing a biosensor ™^**^*± mM ^ a counter electrode on an 
forming an electrode system including a working eiecirooe a 

35 electrically insulating base plate, wherein said e | ec trode 

40 previous step. 

electrically insulating base plate wherein said electrode 

""Lai,* . w*. W ***« - I- - -*-*«» in ~*" 
previous step, and 

bringing a cover into close contact with said spacer. 

"• '"crrs."^^.-*— - . — — ■ - - 

electrically insulating base plate, wherein said e | ectro de 

P ,ate - • . ^rrwinn at toast an oxido-reductase in said section 

forming a reaction layer comprising a earner carrying at least an 
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defined in the previous step, and 

bringing a cover into close contact with said spacer. 

The method for producing a biosensor in accordance with claim 9 or 10, wherein said step of forming 
said reaction layer comprises forming a reaction layer including a hydrophilic polymer and an oxido- 
reductase. 



13. The method for producing a biosensor in accordance with claim 9 or 10, wherein said step of forming 
said reaction layer comprises forming a reaction layer including an oxido-reductase and an electron 
acceptor. 

14. The method for producing a biosensor in accordance with claim 9 or 10, wherein said step of forming 
said reaction layer comprises forming a reaction layer including a hydrophilic polymer, an oxido- 
reductase and an electron acceptor. 

15. The method for producing a biosensor in accordance with claim 11, wherein said carrier carries an 
electron acceptor. 

16. The method for producing a biosensor in accordance with claim 10 or 11, wherein said spacer has a 
slot with an open end which serves as a sample supplying inlet on its tip end. 

17. The method for producing a biosensor in accordance with claim 16, wherein said spacer has an arcuate 
part which is provided over said electrode system and is shaped in conformity with an outer shape of 
said electrode system. 
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Fig. 3 
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